AB0022 CYTOTOXIC PROFILE CHARACTERIZATION OF NK AND NKT

CELLS IN PATIENTS WITH BEHÇET DISEASE
Background: Behçhet disease (BD) is a rare inflammatory small vessel vasculitis. It is a chronic systemic disorder with multiorgan damage and various clinical manifestations such as oral ulcers, genital ulcers and uveitis. Etiology is still unknown. Some gene polymorphisms have been associated with BD [1] . In addition, a high frequency of circulating Natural Killer T cells (NKT cells) has been found in BD patients respect to patients with other inflammatory uveitis such as Vogt-Koyanagi-Harada disease (VKH) [2] . Objectives: The objective of this study was to characterize the cytotoxic profile of circulating Nautral Killer (NK) and NKT cells in BD patients. Methods: Peripheral Blood Mononuclear Cells (PBMCs) were collected from 23 BD patients (according to 1990 ISGB criteria), 7 VKH patients (according to 2001 Revised Diagnostic Criteria) and 9 healthy subjects [3, 4] . BD activity was evaluated with BD Current Activity Form 2003. Anti-CD56 and anti-CD3 antibodies were used to identify NK (CD56 + CD3 -) and NKT (CD56 + CD3 + ) cells by flow-cytometry. Expression of one inhibiting receptor (NKG2A) and five activating receptors (CD16, CD69, NKG2D, Nkp30 and Nkp46) was determined on the surface of NK and NKT cells. Cytotoxic potential of NK and NKT cells was assessed through incubation of PBMCs with K526 cells in presence or absence of IL-15 followed by flow-cytometry detection of the surface marker CD107a on NK and NKT cells [5] . Results: A higher frequency of NKT cells was detected in peripheral blood of BD patients than VKH patients. Compared to healthy subjects, an increased proportion of CD16 positive NKT cells was found in BD patients. Furthermore it was observed a higher percentage of NKG2D positive cells in both NK and NKT lymphocytes. No difference in the other markers was detected. In BD patients, the incubation of PBMCs with K562 cells in absence of IL-15 induced a higher percentage of NK cells expressing CD107a compared to VKH patients. Frequency of CD107a positive NKT cells was <1% and similar between groups. Finally, no differences were found between BD patients with active and inactive phase of the disease. Conclusions: Our study confirms previous reports about an increased level of NKT cells in peripheral blood of BD patients, but we additionally identified a cytotoxic profile of NK and NKT cells characteristic of BD patients when compared to healthy subjects and patients with VKH. Our data revealed for the first time a potential involvement of NKG2D in the pathogenesis of BD. We can speculate that NK and NKT cells of BD patients are more prone to respond to stress/danger signals when exposed on target cells leading to cyclic auto-inflammation. Background: The mannose-binding lectin protein (MBL) is a multimeric molecule with a structure that is the analogue to the C1q protein. Deficient and low MBL concentrations in serum are due to the presence of mutations in the structural or promoter region Objectives: To investigate the role of alleles and haplotypes of MBL2 gene in the clinical expression of systemic lupus erythematosus (SLE) and its association with infections in Mexican-mestizo patients. Methods: An observational, cross-sectional, retrospective study. We included 74 SLE patients and 75 matched controls. All ≥16 years-old who met at least four 1982 or revised 1997 ACR criteria for SLE were included. The association of MBL locus haplotypes with disease activity and past history of infection was studied in those patients. Allele and haplotype determinations in the promoter and structural regions of the MBL2 gene were performed from genomic DNA isolated peripheral blood. Probes were sent to Invitrogen (Carlsbad, California) for synthesis. The disease activity was determined by MEX-SLEDAI. Infections were categorized arbitrarily if patients had ≥4 events. The associations between the codons, clinical activity, and having ≥4 infection events were by odds ratio. Results: There were 13/73 (17.8%) SLE patients with ≥4 infections. The presence of homozygous C/C codon 57 was observed to be greater risk for SLE activity and present more than 4 infections. The significance of heterozygous HYLX promoter was observed only for the presence of infection. Conclusions: MBL2 gene polymorphisms of the homozygous C/C in codon 57 of the structural region and heterozygous HYLX of the promoter region are associated with increased risk of a higher number of infections. Also, we observed that homozygous C/C in codon 57 was asociated to a higher MEX-SLEDAI. 
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Background: Neutrophils play a key role in the pathogenesis of autoimmune diseases through various mechanisms including the formation of neutrophil extracellular traps (NETs). NETosis, a recently described distinct form of program neutrophil cell death, is characterized by reactive oxygen species generation, chromatin and nuclear decondensation, membrane rupture and extrusion of a meshwork of chromatin bound to granule peptides. Objectives: Techniques to assess and quantitate NETosis in an unbiased, reproducible and efficient way are lacking. We developed a new method to automatically quantify the percentage of neutrophils undergoing NETosis using real-time quantitative live-cell analysis with IncuCyte ZOOM™ (Essen BioScience, Inc.) platform and a dual-dye system dependent on membrane integrity to stain DNA, to image neutrophils and characterize their mechanisms of cell death. Methods: Neutrophils were isolated from healthy controls using density gradient methods and their DNA was stained with a membrane permeable NUCLEAR-ID Red DNA dye. Neutrophils were plated and incubated with various stimuli to induce NETosis (PMA, ionomycin and/or SLE sera), apoptosis (Staurosporin) or necroptosis (TNF with a pan-caspase inhibitor, Z-VAD) and with Sytox, a membrane-impermeable DNA dye. Three 20x magnification images from different areas per well were captured at 10-minute intervals. A processing definition was Figure 1 set and optimized to count all neutrophils (NUCLEAR-ID stained) at baseline and neutrophils undergoing cell death (Sytox stained) at three hours using fluorescence intensity and stained area size (Figure 1) . Results: Percentage of neutrophils undergoing cell death using various stimuli was highly reproducible. Characterization of changes in nuclear morphology, quantified by the processing definition, distinguished between NETosis, apoptosis and necroptosis. Findings were confirmed and counts correlated with previously established method using immunofluorescence microscopy. Background: Neutrophils and platelets are key innate immune cells that productively interact upon activation, generating/releasing moieties that can damage the bystander tissue and prompt vasculogenesis. Successful pregnancy critically depends on a tight regulation of the latter events. Conversely pregnancy complications are associated with alteration/damage of the vasculature associated to the placenta. Blood-born tissue factor (TF) due to the expression of the moiety by platelets and leukocytes has been involved in the pro-thrombotic diathesis associated with sustained human autoimmunity, including that associated with anti-phospholipid syndrome (APS). Objectives: To test the modulation of parameters related to blood-born TF during normal and pathological pregnancy Methods: The expression of TF by platelets, monocytes and neutrophils has been studied in 40 women at the 12th week of gestation (wg) including twelve healthy women, 14 patients with insulin-dependent diabetes mellitus (IDDM) and 14 patients with a previous history of pregnancy complications, six of them with APS. 30 healthy age-matched non-pregnant women served as controls. When possible, patients were studied again at least one year after the pregnancy completion. Blood samples were collected and processed as described 1,2 . Other features reflecting cell activation were assessed in parallel 1,2 . Results: The expression of platelet TF was significantly higher in pregnant women compared with age-matched controls. Platelet P-selectin was as well significantly up-regulated. Neutrophils circulating in all pregnant women were mildly degranulated. The content of the neutrophil secondary granules was depleted in particular in subiects with previous pregnancy complications sine causa. Conclusions: Our data support the contention that the activation of the innate immune system is a key feature of pregnancy, regardless of the presence of features of systemic or organ-specific autoimmunity. This implies an important modulation of the machinery involved in the reciprocal activation of platelets and neutrophils and in the pro-thrombotic phenotype of circulating cells. The analysis of the potential modulation of these parameters by ongoing treatment is currently being carried out. 
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